We previously established long-term cultures, in the cystatin C (CCg), whose N-glycosylation is required presence of FGF-2, of adult rat hippocampus-derived for its activity. We further demonstrated that, both in neural progenitor cells ( or paracrine cofactors.
or paracrine cofactors. 
Results
from 10 pg/ml to 100 ng/ml and tested alone or in combinations, with or without FGF-2-failed to mimic the activity of the CM (Table 1) . Heparin, a factor known to In Vitro Proliferation Assay To demonstrate the requirement of an autocrine/parapotentiate FGF-2 (Baird, 1994; Caldwell and Svendsen, 1998), was also tested at concentrations ranging from crine cofactor to support the mitogenic activity of FGF-2, AHPs were plated in cell culture medium (N2 medium) 2 ng/ml to 100 mg/ml and did not potentiate FGF-2's mitogenic activity at cell densities below 200 cells plated at densities at which the cells would die in the presence of FGF-2 alone but would proliferate with FGF-2 suppleper well in the in vitro proliferation assay (Table 1) . Statistical analysis by one-way ANOVA showed that there was mented by AHP CM ( Figure 1A Trophic factors/cytokines were tested at different concentrations ranging from 10 pg/ml to 100 ng/ml. None of the factors tested mimicked the activity of the CM. Heparin, a factor known to potentiate FGF-2 (Baird, 1994), was also tested at concentrations ranging from 2 ng/ml to 100 g/ml and did not potentiate FGF-2's mitogenic activity in the in vitro proliferation assay. blot analysis, we observed that the antibody against cystatin C specifically recognizes the glycosylated cysBrdU is a thymidine analog that incorporates into the DNA of dividing cells and is used for birthdating cells tatin, CCg, and the nonglycosylated cystatin (data not shown). Therefore, although the antibody against cysand monitoring cell proliferation (Kuhn et al., 1996) . Since BrdU and GFAP are intracellular antigens, the tatin C did not specifically detect CCg, these results confirm the involvement of cystatin C in adult neurostaining was performed in the presence of Triton X-100. Cystatin C-positive cells were distributed sparsely genesis. To show that CCg was present in the adult rat hippothroughout the brain, particularly in the SGZ of the hippocampal DG (data not shown and Figure 5H ). We obcampus, we performed a papain chromatography from a cytosolic extract of adult rat hippocampus. The eluate positive cells that were FG negative was observed 11 days after grafting in the DG at the proximal areas of was analyzed by SDS-PAGE. The two forms of cystatin C were revealed: the band at 21 kDa, corresponding to the grafted AHPs coexpressing FGF-2-S and i ϩ g ϩ compared to the proximal areas, where either AHPs coexCCg, and, the band at 19 kDa, corresponding to the nonglycosylated form of cystatin C ( Figure 5N ). To show pressing FGF-2-S and i ϩ g Ϫ or AHPs were grafted (Figures 6F-6H ). In contrast, at distal areas of the grafts, the the presence of cells expressing cystatin C in the SGZ, we performed an in situ hybridization study of the DG numbers of BrdU-positive cells that were FG negative remained at basal levels in all groups ( Figures 6F, 6G , of the adult rat hippocampus for cystatin C mRNA. This study revealed strong hybridization for cystatin C mRNA and 6I). The generation of new neurons was assessed by in the SGZ (Figures 5O and 5P) (Figures 6F and 6G) 
